( ) 

BEST AVAILABLE COPY 

D-25799- A - TFM 
IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

Applicant : JEAN-CLAUDE BYSTRYN 

Serial No. : 485,780 Group Art Unit 186 

Examiner J. Kushan 

Filed : February 22 , 1990 

For : ANTI-CANCER VACCINE 




DECLARATION 



JEAN-CLAUDE BYSTRYN declares and states: 

(1) He is the Jean-Claude Bystryn who is the applicant of the 
above-identified application Serial No. 485,780 filed 
February 22,1990, which is a file wrapper continuation of 
Serial No. 41,864 filed April 23, 1987, now abandoned; 

(2) He has read and understood the application as filed 
including the newly submitted claims and he has read and 
understood the Declaration and Power of Attorney which 
accompanied the parent application Serial No. 41,864 as 
filed; in said Declaration and Power of Attorney he 
stated he is the original, first and sole inventor of the 
subject matter thereof, the invention for which a patent 
is sought, based on the subject application; 
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(3) He affirms and confirms that he is the original, first 
and sole inventor of the invention disclosed and claimed 
in the subject application and in the parent application 
Serial No. 41,864 including the newly submitted claims 
forwarded herewith along with this Declaration; 

(4) He is familiar with, as co-author, of the paper entitled 
"Cellular Immune Response to Melanoma Antigen Vaccine" • 
Clinical Research "A", May 5, 1986, copy attached, and 
which is cited as a reference by the Examiner in 
connection with the prosecution of his above- identified 
patent application. This publication lists him as co- 
author with R. Oratz, M. Harris, D. Roses and J* Speyer. 
Doctors Oratz, Harris, Roses and Speyer are oncologists 
and surgeons who had no involvement in the development of 
the subject invention and the claimed vaccine and its 
preparation. The only involvement of the co-authors, 
Drs. Oratz, Harris and Speyer and the reason for their 
listing as authors, was they provided patients for the 
vaccine studies and, in the case of Dr. Oratz, assisted 
in treating patients with vaccines. He, applicant 
herein, Jean-Claude Bystryn, again reaffirms and confirms 
that none of the above-identified co-authors along with 
him in the above-identified paper inventively contributed 
to his invention as disclosed and claimed in the above- 
identified application and in the newly submitted claims, 
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as to be co-inventor with him and that he is the 



original, first and sole inventor of the invention 



disclosed and claimed in the above- identified appliation. 



He hereby declares that all statements made herein of his own 
knowledge are true and that all statements made on information and 
belief are believed to be true; and further that these statements 
were made with the knowledge that willful false statements and the 
like so made are punishable by fine or imprisonment, or both, under 
Section 1001 of Title 18 of the United States Code and that such 
willful false statements may jeopardize the validity of the 
application or any patent issued thereon. 




k UDE BYSTRYN 
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FRONTIERS IN CLINICAL SCIENCE SYMPOSIUM 



Rofcof PriomlnDmmirtlu Ncuiulutkal 
Stanley B. Pmntner 

University <f California School of Medicine 



•The Dark Side of TNF 

Rockefeller University 
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Harvard Medical School 

Aorte Myocardial Infection: Reperftndon and ReAow Injury 
Myron L» WUaMdt 

•fatoii tf<p*uu Hospital 
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SCtUULAA IMMME ICSKMSt TO A 
» (frati* , " herr1a% 0 noses*. J 
Kaplan CMctr CtwUr, OTC, 0T , USA. 

THIS Study MS MiMt t ll tO MMlM emthodi Of 

goalcHy of a Xmcr eat loan vaccina In sm. A polyvalent mImms asso- 
ciated MtlfM (MA) vaccine ms prepared frM waterta! iM fey pul^ 
allogeneic mUihm Mils. It Contained ami t1 el a MAs* end MS ffM of 
detectable fetal calf itrw proteins and Or eat leans. Hit offect of 

thrtt different method* Of iMMltttlM MS Stedled 1» 3§ e«t1entS With 

staoe II disss so. Too pts Mrs Imwuntred weekly with escalation, weses 
of vaccina (protocol I), t pts mto Immunised every two wools with a 
fixed doso (protocol II), and 17 pts mto 1 mean 1 red similarly to proto- 
col II b«t with alM as an adjuvant. In addition m examined the 1n>- 
■unopetofttlatfot offset of loo doso cyclophosphamide (300 oo,/el . 3 days 
prior to oach Immunization) In patients with stafo III melanoma. All 
iMunliatlMS mto 9 Ivan Int ra d ams lly Into all 4 extremities for Z 
months • Cellular iMunlty to melanoma ms assossod fey dtlayod cotOMOM 
hypersensitivity (OCTH) rosponsos to vaccina prior to and after 2 
months of 1emmn1tat1on. OCTH MS Induced or aapwatod In ICS. §71, 711 
of staoe II patlonts Immunized on Protocols I, II and lit respectively. 
Skin tests of pos1t1va patlonts with an eoual amount of control vaccina 
prepa rod froo pool ad all ofono lc porlphorat leukocytes mto negative. 
Indicating that tha roactlon to tho vaccina was saloctlvoly dlrocted to 
MlifXM. Pro^trofant with cyclophosphamide In dwc ad or toeemwted OCTH 
1n 671 of 0 staoe III patlonts. Thoso rosolts Indicate that 1mmvm1za- 
tlon to a MlanoM vaccina can e nhance collalar Iwant roponso to Mia* 
mm. 01 -meetly Immunizations som to bo aero 1mwuiiupii1c than weekly 
Immunizations, and alM or pro-treatment with low doso cyclophosphamide 
dots not significantly auojwmt 1—inogiw1c1ty# 



io vivo AJfii-Timoi tmcts t>r tioi*m» 
ricsencc or amtzcmic nomilatxoo. j 

Showier*, ood DE Jmtinooe*. fAMC * 0.C 
Hodlolno A Caactr Cantor, Su -ftioao, CA 
wo eiemloed tho tntl-tuaor off a 
aoasclMl antibody TICI+Dosorvblclo 
oottlno of antlgoolo modulation la oft 
HOLT* A tuaors (Olllaon ot ol • Coo©« 
1985). Frovloua osporlMoto demonst 
antl-tumor offocts for TIOleDOX an < 
alone, T101 alone, or a TIOI-DOX-doi 
While there oppoorod to bo a aynertletl 
T101 A DOX, tboro won also evide 
Imenmoreectlve T101-DOX oooploa wblob a 
specific cytototlcity. Xa thooo < 
protrootod tumor bearing anlmele with 1 
produced auatataod antigenic aodulnt: 
days. Aalula woro oiven phoaphato 
(PBS) 9 DOX, aort T101, or T101+DOX 1 
PB&ofBS Injections woro uood as a nog 
PBS folloMd by TIOIe-DOX aa a posltlv 
woro no tutor regressions In anlMlt re 
TIOtoPBS, or TIOVoTIGI. Thoro woro 1 
PfiS«eT101+DOX 9 A with T101-sOoi f A 2 wit 
Growth curtt analysis ooorirMd aupe 
TIOleDOX. Wo ooacludo that pre-est 
aoduXotloa dooa significantly lapodo 
offoota or T101+DOX, but tboro ai 
oynerglatle offset botwoon T101 A DOX. 



OOfU OAMAK PtOOUCED IT AJfSAOtlKE AM RELATED ACKIDINCS IN L1«0 CtitS 
AND ISOLATED hVCLEI. JW Covey .* tt Poemler, and « Xohn*, Uooratory 
of POiecular Phamacology. OTP, OCT* NCI V AIM, hot hot da. PC. 

AasacHna (avAKSA; NSC 249992) Is a DNA binding 9-aalnoacrldlnc 
with doaonstrated clinical activity • gainst aewte lovtaalas. wa havo 
Invostlgatod tho affects of ovANSA and sovoral derivatives ( A t NSC 
343499; *, SA16S07; C, ASC 140701; 0. SA13SS3) on 0NA Integrity In 
L1210 leukcwla cells and Isolated nuclei. These conpo u nd s bind to 0NA 
with varying affinities and sequence select 1v1 ties, and havo been shown 
to trap toeolsoMrase I NONA coaplexes 1n vitro, resulting In protein- 
associated single (SSS) and double strsn? CreaTs In DNA. L1210 cells 
or Isolated nuclei vtrt treated with the various acri dines (0.1-50 t*) 
for 0.5 to 1 hr and subsequently analyzed using the alkaline elutlon 
technique. DNA-proteln crosslinks (0PC) vtrt produced In cells (600- 
6000 rad eq.) by a-ARSA, and A-C. but 0 was Inactive. At 1 i*, potency 
was in the order C>a-ANSA>K>A>0. 0PC Mre also produced 1n nuclei, but 
differences between conpounds were less pronounced than In cells. 0 
caused extensive OPC 1n nuclei, suggesting that It enters cells poorly. 
Levels of OPC and SSB In nuclei Mre slallar for A, but C produced SSft 
in 1.5 to 3* eicess over the level of OPC. SS* Mre reduced bel** 
control levels in nuclei treated with 0, indicating a wore conplex 
activity for this coapound. Colony-formation assays d emonstrated a 1-2 
log cell kill with activities In the order C>B>Am-ARSA>o. Correlation 
of OPC with cell kill gave simiar log-Hnear relationships for A, 4. a 
C, but a- ANSA had a lower slope (less kill /OPC) than tho other com- 
pounds. These results Indicate that the acrldlne derivatives studied 
share many of the actions of a-ANSA, but vary In potency, and aay 
produce additional ONA damage by mechanisms unrelated to topolsoaerase 
II trapping. 



ONCOGENE ACTIVATION OF MEMBRANE PROTEASES: AO 
John F. DtS+efono* Cindy Amno Qotto, B arna r d 



N ew rhpoi t, N. Y. and SUNT, Stony Brook, H. Y. 

Using tho tumor Induced BBC cytolysls oss» 
of cancer celt membra ne proteases In normal ce 
shown tftet tho S*C gene from Aous Sarcoma Vlru 
the activity of a cytolytic, loupeptln Inhibit 
protease In both chick fibroblasts end trans 
press. Cancer Research). To clarify tho role 
protease activity, an electron microscopically 
arena fraction from the SRC- trans f acted 3TJ ce 
Using an electrophoretle gelatlnase assay we h 
n«*6r*«e proteases «e have found 6 plasminogen 
membrane proteases with M.w. t s In tne range of 
IMI>5 32 P-ATR to label the Triton sol ubt tiro 
ell the high W.W. 0 30,000) membrane proteins, 
appear to be athalaUstable phosphory leted sug 
phosphorylated on tyrosine by pp60 V-SRC # tS# 
Using synthetic substrate protease assays the 
preparation Is enriched 7 times end I? ?l*es I 
trypsln-l Ike protease activity, respectively, 
membrane active, GTP binding, onc o g ene family, 
have also been trans fee ted Into mam m a I Ian eel > 
sis assay tha RAS oncogene appears to ««odutate 
cytolytic, plae^a membrane, mate I lo-protaese. 
tNot oncogenes may have a role In modulating c 



OVTOrOSIDICYP-16) PUTS rtOOtOPTttmbtweSCPP) t OnUPJCtD CYTOTOXICITY TLA 
PHA EEPAIR XmUBITIOO IK L1210 CELLS. L§ Damoa and 1C C a am sa, Caacer 

lUaaarcb tnatlteta* Oaleeraity ot California* Saa Praaclece, CA. j. „„„ 

There la recent evidence that PP lacarperated fata DMA stlemlate vf jajp illu— 
ONA repair •** laltlata •IngU strand breaks (SSS) • Since TP-IS Inhibits fvaryXarsI 
Teeeleoaeraea It, which resesla repair nicks, ea hyeotbealfted that only 3/11 

these dreaa mould erodes* eyaertlatlc crtataslcity via eah s a tt a sn t of 
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